The distribution of a species is a complex expression of its ecological and evolutionary history and integrating population genetic, environmental, and ecological data can provide new insights into the effects of the environment on the population structure of species. Previous work demonstrated strong patterns of genetic differentiation in natural populations of the hermaphroditic nematode Pristionchus pacificus in its La Réunion Island habitat, but gave no clear understanding of the role of the environment in structuring this variation. Here, we present what is to our knowledge the first study to statistically evaluate the role of the environment in shaping the structure and distribution of nematode populations. We test the hypothesis that genetic structure in P. pacificus is influenced by environmental variables, by combining population genetic analyses of microsatellite data from 18 populations and 370 strains, with multivariate statistics on environmental data, and species distribution modelling. We assess and quantify the relative importance of environmental factors (geographic distance, altitude, temperature, precipitation, and beetle host) on genetic variation among populations. Despite the fact that geographic populations of P. pacificus comprise vast genetic diversity sourced from multiple ancestral lineages, we find strong evidence for local associations between environment and genetic variation. Further, we show that significantly more genetic variation in P. pacificus populations is explained by environmental variation than by geographic distances. This supports a strong role for environmental heterogeneity vs. genetic drift in the divergence of populations, which we suggest may be influenced by adaptive forces.
Introduction
All organisms live in environments that vary through time and space, and the influence of environmental heterogeneity on spatial scales of population divergence and genetic isolation is a fundamental question in evolutionary biology [1] [2] [3] [4] . Environmentally-driven selection can be responsible for differences among populations, through the imposition of highly variable selection pressures among geographic regions that differ climatically. For example, recent studies in plants [5] , fish [6] [7] , and crustaceans [8] , have inferred regional scales of local adaptation, driven by distinct environmental conditions among populations. More generally, the spatial distributions of plants and animals are often closely tied to environmental conditions [9] , as climatic gradients interact with the physiology of organisms to define their ecological niche. The influence of climate on organism fitness and its potential consequences in determining niche structure among populations emphasises the importance of understanding the environment as a proximate cause of patterns in species dynamics [10] [11] .
Although much progress has been made in understanding causes and consequences of local and regional changes in genetic diversity of natural populations [5, 7, 8, 12] , it remains arduous to interpret patterns of genetic diversity and identify processes responsible for population genetic structure in the wild. This is largely due to the fact that similar genetic patterns may result from processes as diverse as adaptation, dispersal limitation and genetic drift. In addition, processes driving population genetic structure interact at the level of the landscape, rather than acting in isolation [8] . Such patterns are a general focus of population genetics, and evaluating the geographic distribution of genetic diversity based on environmental attributes is a powerful approach for understanding evolutionary processes [7, [12] [13] [14] [15] [16] .
Island systems often represent diversity hotspots characterised by high species richness and endemism, resulting from local diversification of geographically or ecologically isolated populations following colonisation [17] . As such, islands are ideal settings for research focused on population genetics. La Réunion Island (2-3 Ma; 2512 km 2 ), a component of the Mascarene island chain lying east of Madagascar in the Indian Ocean, is one such biodiversity hotspot [18] , offering remarkable opportunities to determine the role of various environmental variables in defining population structure. La Réunion Island is a topographically and ecologically complex volcanically-active island. Inland steep relief, coastal lowlands, volcanic plateaus (.2000 m a.s.l.), and deep valleys demarcate the island into a suite of ecozones, in which species diversity and endemism broadly differ [19] [20] (Fig. 1a) . As such, evolutionary divergence within populations precipitated by environmental differences among regions is likely. Indeed, Delatte et al. [21] found east/west differences in mosquito population structure on Réunion Island that corresponded significantly with the prevalence of environmental conditions. Namely, more suitable larval habitats were present in the wetter eastern parts of Réunion, and gene flow among mosquito populations was much higher in the west of the island where individuals were more likely to migrate in search of suitable habitat sites [21] .
Pristionchus pacificus is a hermaphroditic nematode of cosmopolitan distribution that forms a non-invasive host-relationship with scarab beetle and other insect taxa [22] [23] . Its life cycle consists of embryogenesis in four juvenile stages, called J1-J4, and an adult stage. Animals proceed through this typical or direct developmental pattern under favourable food conditions. In contrast, with unfavourable conditions such as the absence of food, high temperature, or high population density, worms enter an arrested dauer stage. Dauer larvae are non-feeding but motile, representing an alternative J3 juvenile stage which can survive for months, resuming development once conditions improve [24] . It is this dauer stage that is responsible for navigating through soil to find and attach to a beetle host. P. pacificus is widely distributed across La Réunion Island where it inhabits a broad range of environments, encompassing gradients of altitude, ecozone, geography and beetle host (Fig. 1a,b ). As such, this species is an ideal organism for studying the effects of environmental factors on genetic structure.
After an initial description of the distribution of P. pacificus on La Réunion [25] , detailed population genetic studies that included demographic, clustering, divergence and colonisation analyses of microsatellite (STR) and mitochondrial data were completed [26] [27] . Both empirical evidence and modelling approaches supported the presence of at least four genetic lineages of P. pacificus on La Réunion (Lineages 'A', 'B', 'C' and 'D'; Fig. 1c ) [25] [26] [27] . These lineages diversified before establishment on the island over multiple independent colonisation events that occurred at different times, from different source locations and in association with different host beetles [26] [27] . Complex interactions between , ecozones (solid lines) and altitudes (visual topography) which were used to examine the effects of environmental variables on genetic structure in P. pacificus (see Table 2 and text for further details); (b) Selected photographs of the beetle hosts of P. pacificus (from left to right, top row: Adoretus sp., Hoplia retusa, Oryctes borbonicus; bottom row: Amneides godefroyi, Maladera affinis, Hoplochelus marginalis), photographs, taken by Mark Leaver, are not to scale; (c) Neighbour-joining tree created in Phylip ver. 3.69 using 19 microsatellite markers and 370 P. pacificus strains, main clusters are colour-coded according to the four described genetic lineages. doi:10.1371/journal.pone.0087317.g001 geography, beetle host and genetic lineage have subsequently resulted in substantial genetic diversity among geographic populations that have been contributed to by multiple genetic sources [26] . However, despite historical mixing, modern populations are significantly differentiated and characterised by low gene flow [26] [27] . This suggests that local environmental factors may be mediating genetic differences among populations through adaptive processes.
Preliminary findings indicate a genetic delineation between drier western and wetter eastern areas of the island [26] however, research to date has not explicitly tested for a relationship between genetic structure and environmental differences in P. pacificus.
Here, we present what is to our knowledge the first study to statistically evaluate the role of the environment in shaping the structure and distribution of nematode populations. We exploit the fact that geographically and ecologically isolated hermaphroditic P. pacificus populations may respond differently to environmental factors due to local adaptation, despite constraints associated with the historical diversification of lineages. We examine the effect of environmental factors on genetic structure by more densely sampling P. pacificus from La Réunion Island, adding 176 new strains to the existing STR dataset [26] , and targeting a diverse array of habitats across 18 widespread geographic locations. Based on our complete collections, we use species distribution modelling Figure 2 . SDMs of Pristionchus pacificus and its beetle hosts using DIVA-GIS. (a) Species distribution models for: (i) P. pacificus, and (ii-v) its beetle hosts: (ii) Adoretus sp., (iii) Hoplochelus marginalis, (iv) Hoplia retusa, and (v) Oryctes borbonicus, on La Réunion Island, draped over a topographical surface at 2.5 arc minute resolution, using the program DIVA-GIS and all bioclimatic variables (see Table 1 ). Panel (a) demonstrates the geographic distribution of theoretical suitable habitat, with the legend indicating presence probabilities for P. pacificus over five levels in a linear series; level 1 represents the minimum probability value of P. pacificus presence and level 5, the maximum probability presence value, according to a 'percentile envelope' based on the various climate variables in the model (for example, category 1 = low (0-2.5 percentile) indicates a low presence probability of P. pacificus, where dark green areas on the map are those corresponding to climate envelope outliers (in the ,2.5 and .97.5 percentile). Species distribution points are indicated with black circles in each case, and Panel (a)(i) shows location codes for all maps. (b) Climatic patterns for La Réunion Island draped over a topographical surface at 2.5 arc minute resolution using the program DIVA-GIS, illustrating the hottest (maximum temperature of warmest month .25uC) and driest (precipitation of driest quarter ,150 mm) areas (in red). Panels show individual species distributions (coloured circles) for: (i) P. pacificus, and (ii-v) its beetle hosts: (ii) Adoretus sp., (iii) H. marginalis, (iv) H. retusa, and (v) O. borbonicus. Panel (a)(i) shows the location codes for all maps. doi:10.1371/journal.pone.0087317.g002
to define the ecological niche of both P. pacificus and its beetle hosts. Next, we perform population genetic analyses to examine the effect of environmental factors on the partitioning of genetic structure. Finally, we combine genetic data with site-averaged multivariate environmental data to explicitly test the hypothesis that genetic structure in P. pacificus is influenced by environmental variables, assessing the relative importance of these environmental factors (geographic distance, temperature, precipitation, altitude, and beetle host) on genetic variation.
Materials and Methods

Species Distribution Models (SDMs)
We first aimed to determine the ecological niche of P. pacificus on La Réunion Island. Species distribution modelling programs identify sites with similar environments to those where a species has already been observed as potential occurrence areas.
Species presence data. Species occurrence data corresponded to 23 geographic Réunion locations from which P. pacificus had been successfully sampled on an annual basis between 2008 and 2012 (Fig. 2a) . In all cases, nematode sampling on the island involved collection of beetles at light traps, and collection at all locations was authorised by Parc National de La Réunion (no ethics statement was required). Beetles were then sacrificed onto nutrient agar plates and monitored daily for the emergence of nematodes. Single emerging adult nematodes were picked onto new plates and maintained with OP50. Upon return to Germany, isogenic lines were created from all single adult P. pacificus hermaphrodites by allowing them to reproduce and maintaining their offspring in culture. These lines were maintained in the laboratory for at least 10 generations and then frozen to form part of the Sommer laboratory nematode strain database.
Environmental data. Climate data for La Réunion Island was downloaded from the WorldClim website (ver. 1.3, October 2004; http://www.worldclim.org/). These data encompass biologically relevant temperature and precipitation layers created by interpolating observed climate from climate stations around the world using a thin-plate smoothing spline set to a resolution of approximately 1 km (2.5 arc minutes), over the 50-year period from 1950 to 2000 [28] . As well as maximum, minimum and mean monthly temperature and precipitation estimates, 19 derived bioclimatic variables were downloaded. These 19 parameters incorporate annual trends (e.g. mean annual temperature, annual precipitation), aspects of seasonality (e.g. annual range in temperature and precipitation) and extreme or potentially limiting environmental factors (e.g. temperature of the coldest and warmest months, and precipitation of the wettest and driest months) ( Table 1) .
SDM analysis. To model the habitat of P. pacificus, two SDM-based techniques were employed. First, DIVA-GIS ver. 7.5 [29] was used for mapping and geographic data analysis. As input, DIVA-GIS requires standard map data files such as ESRI shapefiles, climate data, and species occurrence data. Réunion Island administrative areas shapefiles were downloaded from http://www.diva-gis.org/gData and imported alongside species occurrence and climate data into DIVA-GIS, where the Bioclim option was used to model species distribution. Because inherent multicollinearity among climatic variables often makes it difficult to distinguish among them and their effects on given response variables [30] [31] [32] , while inclusion of large numbers of climate variables in such models may lead to over-parameterisation [33] , three subsets of climate data were used in the analysis. These included: (1) all bioclimatic variables; (2) 'summary; climate variables (BIO1-BIO4, BIO7-BIO12, BIO15; Table 1 ), including [34] [35] was also used for species habitat modelling to confirm agreement among different SDM methods. MAXENT employs a maximum-entropy approach, taking as input layers of environmental values and georeferenced species occurrence data, and distinguishing species presence from random. Like DIVA-GIS, MAXENT produces a model of the range of the given species. As for DIVA-GIS, different subsets of climate data were used in each analysis, and in MAXENT runs, 25% (n = 5) of sample records were used for testing, which enabled the program to calculate a testing vs. training data comparison. Specifically, an AUC (Area Under the Curve) value was generated, and this provided a measure of the predictive power of a given model -Araújo et al. [36] suggested that AUC values should exceed 0.70 in order to provide acceptable predictive power. In MAXENT runs, the logistic output format was used and a 10 percentile training presence was enforced (this reflects the probability value at which 90% of the presence points fall within the potential area; the remaining 10%, which fall outside the potential area, are those with an atypical environment, and are not included within the limits of the realized niche). While the MAXENT model was being trained, the environmental variables that were making the greatest contribution to the model were recorded. In this way, MAXENT runs could be used to determine which climatic variables may be most important in determining species distributions. This was further explored using the 'jackknife' option in MAXENT, whereby a model is created using each variable in isolation for comparison to a model created using all variables. For all runs performed in MAXENT, 10 replicates were performed for cross-validation.
In addition to generating models for P. pacificus, SDMs were generated under the same settings described above in both DIVA-GIS and MAXENT for the four beetle hosts of P. pacificus for which we had .3 collection locations (see Table 2 ,3). Combina- Table 3 . INSTRUCT results. tions of climate variables were also applied to maps in conjunction with species presence points (both P. pacificus and its beetle hosts) to generate visualisations of the association between species distribution and the hottest/driest or coldest/wettest areas of the island.
Population Genetic Structure
SDMs allowed us to examine how environmental factors may be governing the presence of P. pacificus in La Réunion habitats. Next, we aimed to examine genetic structure of P. pacificus and assess the effects of environmental factors on this structure. From the Sommer collection, a subset of ,200 strains had been typed for STR markers in a previous study [26] (available from Dryad, accession number: doi:10.5061/dryad.ns1stov2). An additional 176 strains were genotyped at STR markers for the current study (Dryad accession number: doi:10.5061/dryad.8883h), culminating in a final STR dataset of 370 strains from 18 geographic La Réunion Island locations (Table 2 ) and eight beetle host species, and consisting of 19 loci that span the genome (six chromosomes) of P. pacificus. See [26] for information on development and generation of STR markers.
A genetic clustering program was used to probabilistically assign P. pacificus individuals to genetic clusters. Although many programs are currently available for this type of analysis, INSTRUCT ver. 1.0 [37] was chosen as the best model for use here. INSTRUCT is an extension of STRUCTURE [38] , designed to accommodate selfing -rather than assuming random mating and HardyWeinberg equilibrium (HWE) within populations, INSTRUCT avoids potential bias by allowing selfing or inbreeding rates to vary between clusters. Five independent MCMC chains were run in INSTRUCT, each with 1,000,000 iterations, a burn-in of 500,000 and a thinning interval of 100 between retained draws. Tested values of K ranged from 1-25, and the optimal K-value was selected based on deviance information criteria and using the DK method of Evanno et al. [39] . INSTRUCT runs were replicated several times, checked for concordance, combined using CLUMPP ver. 1.1.2 [40] , and graphically displayed using DISTRUCT ver. 1.1 [41] . To complement the INSTRUCT analyses, the adegenet [42] package in R ver. 2.1.5.0 [43] , was used to perform Principal Component Analysis (PCA) on the STR dataset, identifying the axes of greatest differentiation between populations. In each case, missing data (9.7%) were first replaced using the scaleGen function, which replaces all NA values with the mean allele frequency. We hypothesised that environmental variables would have significant effects on genetic structure, diversity and differentiation among populations. To test this, we partitioned the STR dataset according to four relevant environmental classifications: (a) geographic sampling locality; (b) ecozone; (c) altitude; (d) host beetle species (Table 2 ). The ecozone classification used for (b) followed original definitions of Météo-France [20] . These were based on the application of several methods of classification using annual precipitation and annual distribution of dry and rainy days data, with seven rainfall regions finally defined [20] . We used these to determine ecozone classifications for the populations of the current study by matching our geographic locations to the relevant Météo-France regions ( Fig. 1a; Table 2,3) . Although several significant (using AMOVA tests, see below) altitude combinations were tested, the final altitude classification was chosen to correspond to five groups whereby each location was within ,100 m altitude of the mean altitude for its category -in this way, similar altitudes were grouped into categories together. Results from the INSTRUCT and PCA analyses (above) were reproduced based on these four partitioned datasets using the same settings as those employed on the non-partitioned dataset. To explore the effect of unbalanced sample sizes between ecozones, geographic locations and clusters (for which two, four, and one population had a sample size ,5, respectively; Table 4 ), we performed the PCA analysis both with all populations, and with only populations for which n.5. Using ARLEQUIN ver. 3.5.1.2 [44] on both the nonpartitioned and partitioned datasets, we also estimated measures of diversity: number of alleles, allelic size range, gene diversity (He) and theta H; analysed the partitioning of molecular variance (AMOVA); and measured population differentiation (pair-wise Rst), with significance of statistics determined over 10,000 permutations.
Post hoc Environmental Association Analysis
Our final aim was to establish how local environmental effects were explicitly associated with our model of genetic structure at geographic locations. First, Pearson's correlation analysis was performed in MINITAB ver. 14 (Minitab Inc., Pennsylvania, United States) to quantify the correlation among site-averaged climate variables (extracted from WorldClim data) -for variable pairs that were highly correlated (r$0.75), the more biologically meaningful variable was chosen, which resulted in the selection of three uncorrelated climate variables (annual minimum temperature, annual precipitation, temperature seasonality) for post hoc environmental association analyses.
Next, a Multiple Regression Model (MRM) approach was used in the program GESTE ver. 2.0 [45] , which is a Bayesian inference method based on genetic and environmental data that evaluates the effect of biotic and abiotic environmental factors on the genetic structure of populations. Specifically, GESTE estimates Fst values for each local population and relates them to environmental factors using a generalised linear model. STR data were run against the three uncorrelated population-specific environmental variables (above). Ten pilot runs of length = 5,000 were used to adjust acceptance rates for each parameter of the MCMC chain to the recommended range of 0.25-0.45. Thereafter, 10,000 iterations were performed per run, and a thinning interval of 20 was used. Island, draped over a topographical surface at 2.5 arc minute resolution using the program MAXENT. In each figure, red colours indicate a high probability of suitable conditions for the species, green indicates conditions typical of those where the species is found, and lighter shades of blue indicate low predicted probability of suitable conditions. Presented are the mean, maximum, minimum and median maps generated from ten replicate runs; the table to the right shows the most important (.1%) contributing variables over these ten predications, and their percentage contribution to the model. doi:10.1371/journal.pone.0087317.g003
Finally, redundancy analysis (RDA) was conducted with the vegan package in R to further disentangle the relative contribution of environmental and spatial components in driving genetic structure [46] [47] [48] [49] . RDA is an analogue of multivariate linear regression analyses (above), utilising matrices of dependent and independent (explanatory) variables. The dependent matrix is represented by the genotypic data, and the explanatory variables are a spatial (X and Y coordinates) or environmental matrix. Genetic data and population-specific climate data (the three uncorrelated climate variables, annual minimum temperature, annual precipitation, and temperature seasonality) were compared in a partial RDA, specifying geography (latitude and longitude) as a third 'conditioned' matrix so that the analysis conditions on geographic location. To examine how much of the genetic variation in P. pacificus is uniquely explained by climate, how much is uniquely explained by geography, and how much is due to the combined effect of the two, we then partitioned the variance components of our RDA by running 3 models: a full model with all important climate and geographic variables as explanatory variables; a partial model in which geography explains genetic data conditioned on important climate variables; a partial model in which important climate variables explain genetic data conditioned on geography [50] . This analysis allowed us to distinguish between how much of the total explainable genetic variance was due to climate (after removing geological effects), how much was due to geography (after removing climate effects) and how much was due to the joint effect of both factors.
Results
Species Distribution Models (SDMs)
Continuous predictions of the potential distribution of P. pacificus on La Réunion Island were generated in DIVA-GIS, based on presence data at 23 geographic locations and three combinations of climatic variables (see Methods; Fig. 2a ; Table 1 ). These were fairly consistent regardless of the combination of climate variables, hence, only the analysis using all bioclimatic variables is shown here (Fig. 2a) . Collectively, the SDMs indicated that a significant proportion of the Réunion landscape has a presence probability for P. pacificus of 'excellent' or 'very high' (red Figure 4 . Overall population structure of Pristionchus pacificus. (a) Clustering analyses performed using INSTRUCT to determine the optimal number of genetic clusters in the P. pacificus meta-population on La Réunion Island. In the graphic, each vertical bar represents a P. pacificus strain and the coloured segments of each bar represent the proportion of that strains' genetic membership to a particular cluster (n = 12; 'clu' = cluster); (b) Principal Component Analysis (PCA), performed using the adegenet package in R to seek a summary of the diversity among P. pacificus genetic clusters -axes 1 and 2 did not show clear differentiation among populations, hence PCAs of axes 1 and 3 are shown here. Note that the clusters across panels (a) and (b) are not equivalent (i.e. cluster 1 in (a), derived in InStruct ? cluster 1 in (b), derived from PCA). doi:10.1371/journal.pone.0087317.g004 Table 5 . Pair-wise Rst. or orange colours in Fig. 2a , corresponding to the upper two of five levels in a linear series, where level 1 represents the minimum probability value of P. pacificus presence and level 5, the maximum probability presence value, according to a 'percentile envelope' based on the various climate variables in the model). Note that in Fig. 2a , the legend indicates these presence probabilities by colour. For example, category 1 = low (0-2.5 percentile) indicates a low presence probability of P. pacificus, where dark green areas on the map are those corresponding to climate envelope outliers (in the ,2.5 and .97.5 percentile). The areas of highest probabilities of occurrence largely corresponded to discrete pockets of habitat across an inner circular belt of the island, where conditions are more generally cooler and wetter (Fig. 2b) . Conversely, the greater proportion of low-lying coastal areas, where conditions are hotter and drier (i.e. maximum temperature of warmest month .25uC, precipitation of driest quarter ,150 mm), appear to be largely avoided by P. pacificus and/or its beetle hosts (Fig. 2b) , and indeed, were deemed as not suitable or low probability areas for P. pacificus and beetle occurrence (Fig. 2) . MAXENT predictions agreed well with the model produced by DIVA-GIS (Fig. 3) , again identifying a circular band of most ideal habitat on La Réunion Island, and emphasising the south-west as particularly suitable habitat (yellow-orange colours in Fig. 3 , corresponding to areas with a higher probability of suitable conditions for P. pacificus cf. green and blue areas). AUC values exceeded 0.70 in all analyses, indicating that MAXENT models had acceptable predictive power. Throughout the predictions, the highest contributing climate variables were always related to precipitation, regardless of the combination of variables used in the model. In the presented model (where all climate variables were employed) precipitation-based variables contributed 71.1% to the model (Fig. 3) . Taken together, the SDM analyses indicated that environmental factors clearly govern the presence of P. pacificus in Réunion habitats, with precipitation being a particularly important predictor of species presence in different areas of the island.
Population Genetic Structure
Next, we wished to examine the effects of environmental factors on genetic structure in P. pacificus. INSTRUCT analyses on the non-partitioned dataset resulted in an optimal number of STR genetic clusters among P. pacificus La Réunion populations of 12 ( Fig. 4a; Table 3 ). The same number of clusters was also identified in PCA analysis (Fig. 4b) , but note that the results presented in Fig. 4b (PCA) do not correspond with those in 4a (INSTRUCT). Within clusters in both methods, a substantial degree of admixture (multiple population assignments within the same cluster in Figure 4a ; overlapping ellipses in Figure 4b ) was observed; indicating that population structure in P. pacificus is complex. This was evident in the PCA, where the first few axes explained only a very small proportion of the overall genetic variance (4.41, 3.67, and 3.34% for axes 1, 2 and 3, respectively) (Fig. 4b) . Measures of diversity were high, with expected heterozygosity among clusters ranging from 0.149-0.635 (Table 4 ). Differentiation among clusters was also very large and significant (average Rst values: 0.497-0.778), supporting previous findings of low gene flow [25] ( Table 5) .
When INSTRUCT results were reproduced according to environmentally-relevant definitions of population structure, we found that environmental factors influence genetic structure in P. pacificus (Fig. 5,6 ). For example, the colours in Figure 5a show several instances of geographically local clustering at locations GE (green), SB (light pink/purple), and TB (light blue). Ecozone is also responsible for a significant proportion of genetic structure in P. pacificus; only brown, dark blue and dark pink colours are found across ecozone divisions in Figure 5b . Structuring by altitude and beetle re-iterated this pattern, where a broad amount of diversity was present within each altitude or beetle group, but less diversity was shared across each classification (Fig. 5c,d) . These results were confirmed in PCA analyses, where broad differentiation patterns among geographic-, ecozone-, altitude-and beetle-defined populations were also found (Fig. 6 ). In particular, four distinct genetic clusters defined by geographic location were present: {SB/PA0}, {BV/GE/PL/TK}, {CC/CK/NB}, {PC/TB/TBG/SS1/SS2/ PA1/ES/FPI} (Fig. 6a) . Four ecozone groups {2}, {3}, {5} and {1/4/6} showed differing axes of differentiation (Fig. 6b) , as did four altitude groups {1}, {2}, {3/4}, and {5}; Fig. 6c ). The final PCA also separated several broad groups of genetic structure partitioned among beetle host: {Ado/Hop/Amn}, {Ory/Hch}, {Ata/Aph/Mal/Soi}; Fig. 6d ). However, as for the PCA on the non-partitioned dataset (Fig. 4b) , the overall variance explained by the first few principal components in these subsequent PCA analyses was low (cumulative inertia for axes 1:3 of 11.42-11.63% for all datasets) (Fig. 6) . When PCA analyses were re-run for reduced cluster, ecozone, and geographic location datasets (removing all populations for which n,5; see Methods), no significant differences were detected, indicating that this analysis was robust to unbalanced sample sizes (data not shown). Analyses in ARLEQUIN further supported the INSTRUCT/PCA results, as all datasets (ecozone, geography, altitude and beetle) produced findings of high diversity within populations, and strong significant differentiation (Rst .0.400) between them (Table 4,5). In AMOVAs, all datasets partitioned large (27.23-45.33%), significant (P,0.001) amounts of genetic variation ( Table 6 ), indicating that ecozone, altitude, geography and beetle are all important forces in genetic structuring among La Réunion P. pacificus.
Although environmental factors clearly contribute to the genetic structure in P. pacificus, the INSTRUCT and PCA results also demonstrated that genetic diversity among 'populations' has been strongly impacted by the historical mixing of lineages. This is shown, for example, by the lack of an overall clear relationship between genetic cluster and geographic location -most clusters Table 2 for population codes). doi:10.1371/journal.pone.0087317.t005 Table 5 . Cont. Results from INSTRUCT re-coloured according to genetic cluster (see Fig. 3a ) to determine the relationship between cluster and environmental factors in P. pacificus on La Réunion Island. In the graphic, each vertical bar represents a P. pacificus strain and the coloured segments of each bar represent the proportion of that strains' genetic membership to a particular cluster. Results are presented based on: (a) geography (see Fig. 1 and Table 2 for location codes); (b) ecozone ('eco' = ecozone); (c) altitude ('alt' = altitude); and (d) beetle host (see Table 2 for beetle codes). doi:10.1371/journal.pone.0087317.g005
are spread over at least four geographic locations (mean = 4.7), and one cluster was found in nine locations ( Fig. 5a ; Table 2 ). In PCAs, the geographic dataset differentiated four groups (above), but ellipses generally showed a large degree of overlap between these groups (Fig. 6a) . Such complex patterns were found for all the datasets. For example, ecozones 2 (PL, SB), 3 (BV, GE, TK) and 5 (CC, CK, NB) were differentiated from, but often overlapped with ecozones 1/4/6 (Fig. 5, 6 ). The pattern for the geographic dataset corresponded to lineages A and C co-existing at SB/PA0, lineage B forming its own group (CC, CK and NB), combinations of lineages A, C and D co-occurring at (BV/GE/ PL/TK), and the remaining group containing either lineage C or lineage C and D individuals ( Fig. 1c ; Table 2 ). Thus, the sharing of historical (lineage) diversity across geographic locations, altitudes, ecozones and beetle hosts (Fig. 5, 6 ) complicates potential patterning of geographic and environmental population genetic structure.
Post hoc Environmental Association Analysis
Next, we wished to see whether local environmental effects were associated with genetic structure despite constraints associated with the historical diversification of lineages. Regression approaches employed in GESTE found that runs with just a single environmental factor did not produce higher probability models when the factor was included in the model compared to when it was excluded (Table 7) . However, two-factor tests found the highest probability models to be those that included both factors and their interaction term in all cases. When the factors were annual minimum temperature and annual precipitation, their interaction explained the highest proportion of genetic variation in the model, while the individual factors contributed more than their interactions when annual minimum temperature or annual precipitation were considered alongside temperature seasonality (Table 7) . Finally, the three-factor test identified the highest probability model as one including precipitation, where all three variables explained similar amounts of genetic variation (Table 7) .
Partial RDA analysis conditioned on geography (latitude/ longitude), found a significant association between climate and STR genotype (F 3,361 = 13.91; P = 0.005; Fig. 7) . Partitioning of total variance analysis (comparing the full model with a partial model conditioned on climate and a partial model conditioned on geography) indicated that climate explains 65.4% of the total explainable genetic variance after removing variance explained by geography; geography explains 32.0% of total variance after removing variance explained by climate; and climate and geography together have a joint effect of 2.6% on genetic variance Figure 6 . PCA analyses by environment for Pristionchus pacificus. Principal Component Analysis (PCA) performed using the adegenet package in R to seek a summary of the genetic diversity, and its relationship to environmental factors, in P. pacificus on La Réunion Island. Results represented based on: (a) geography (see Fig. 1 and Table 2 for location codes); (b) ecozone ('eco' = ecozone); (c) altitude ('alt' = altitude); and (d) beetle host (see Table 2 for beetle codes). In each case, axes 1 and 2 did not show clear differentiation among populations, hence PCAs of axes 1 and 3 are shown. doi:10.1371/journal.pone.0087317.g006 (this is also the proportion of variance in which climate and geography cannot be separated due to collinearity).
Discussion
Combined analysis of genetic data, multivariate statistics using environmental data, and species distribution modelling, suggests that current genetic variation patterns in P. pacificus from La Réunion Island may be strongly influenced by local environmental conditions. In particular, environmental components appear to have a stronger effect than geographic distance-based isolating factors such as genetic drift.
SDMs highlighted environmental distinctiveness and habitat discontinuities among P. pacificus putative habitats on Réunion Island. The discrete nature of suitable conditions corresponded to an inner circular belt of the island where the potential niche of P. pacificus would be generally cool and wet. Active avoidance of hotter, drier areas by both P. pacificus and its beetle hosts supported the earlier observation of demarcation between western (drier) and eastern (wetter) zones of the island [26] . However, the distribution models showed that, rather than a simple divide bisecting eastern and western regions, suitable P. pacificus habitat is partitioned across local ecozones. This was also supported by our AMOVA results, for which the dataset defined by ecozone explained approximately 45% of regional genetic variation, some 20% higher than altitude or beetle-defined datasets, and ,6% higher than the variation explained by geographic location. The question of whether the environmental preferences borne out from our SDM analysis reflect those of the nematode or its beetle hosts is difficult to address because beetle host, ecozone and altitude cannot easily be dissociated. Therefore, host affinity among different P. pacificus genotypes may provide a stronger pressure than the environment per se. Recent work has tested this idea using chemoattraction assays to determine whether nematodes might be preferentially attracted towards beetle washes from their original host beetle species [51] . While this work found that strains respond similarly to each other when presented with beetle washes than with off-the-shelf organic compounds, no clear signal for original host preference was detected [51] . The AMOVA results reported here support this in that beetle host species accounts for the lowest percentage (27.23%) of regional genetic variation compared to the other environmentally-defined datasets.
Our analysis recovered 12 genetic clusters from the La Réunion P. pacificus meta-population. These distinct clusters were themselves characterised by high genetic diversity, supporting previous results at both mitochondrial and STR markers [23, 26] . When populations were defined by various environmental classification schemes, diversity remained high, suggesting a strong role for the environment in the mediation and maintenance of genetic structure. However, this relationship was complex, as single genetic clusters generally contributed diversity to multiple populations. This was particularly evident for analyses based on geographic location, where up to nine genetic clusters contributed to a single population. INSTRUCT and PCA results both demonstrated that genetic diversity among ecozones, altitudes and beetle hosts has also been strongly impacted by the historical mixing of lineages. In particular, the mixed genetic signal meant Results of seven regression analyses performed in GESTE to examine how much of the variation in genetic structure among Pristionchus pacificus populations on La Réunion Island is explained by variation in environmental factors. The first column shows the environmental factor(s) tested in a given analysis. The second and third columns correspond to the model which best explains the data (where the constant term corresponds to bias that is not accounted for by the terms in the model), and its probability (P), respectively. The remaining four columns give the probability of each individual factor in the highest probability model, with the factor in the far left column corresponding (from left to right) with labels G1, G2 and/or G3 in subsequent columns, and G1*G2 referring to the interaction between factors G1 and G2. Thus, in the first three tests, the probability of the individual factors (environmental variables) in the model is less than that of the a model including only random (constant) effects, whereas in the subsequent two-factor tests, the highest probability models were those that included both factors and their interaction (see Results for further information). doi:10.1371/journal.pone.0087317.t007 Figure 7 . RDA analyses for Pristionchus pacificus. Redundancy analysis (RDA) performed using the vegan package in R to determine the relative contribution of environmental and spatial components driving genetic structure in P. pacificus. The biplot depicts the eigenvalues and lengths of eigenvectors for the RDA conditioned on geography (latitude and longitude); tmin = annual minimum temperature, prec = annual precipitation, temp_s = temperature seasonality. See Results for more information. doi:10.1371/journal.pone.0087317.g007
that only a small degree of genetic variance could be extracted for each PCA axis, regardless of how population was defined. The coexistence of genetic lineages across habitats complicates potential patterning of geographic and environmental population structure. However, despite historical genetic mixing, current differentiation among clusters, geographic locations, ecozones, altitudes and beetle hosts was very large and significant, supporting previous findings of low gene flow [26] . Future work based on further sample collections should examine the potential relationship between genetic lineage and environmental factors to further tease apart the independent roles of evolutionary heritage, demography and environment in partitioning genetic structure. Given the strong genetic diversity within locations, it is surprising that we found signals of significant association between environmental and genetic factors at each location. This was first hinted at in the SDMs performed with MAXENT software, which, in addition to helping characterise the environmental niche of P. pacificus, suggested that precipitation-based variables were very important in determining suitable habitat for P. pacificus. To quantify the importance of environmental factors to the genetic structure of populations, we employed various post hoc association tests. These demonstrated the presence of strong correlations between environmental and genetic distances among geographic populations and suggested that patterns beyond drift in isolated populations are important determinants of genetic structure. In fact, climate was shown in redundancy analysis to explain ,65% of the total explainable genetic variance after removing variance explained by geography.
Significant correlations between genetic and environmental variation may arise when habitat differentiation acts as a barrier to gene flow, causing environmental isolation and genetic differentiation even when populations are spatially close [5] . Although association does not imply causality, the primary signature of adaptive evolution through time is the deterministic change in allele frequencies among populations. Thus, the observed association of genetic differentiation with environmental gradients may suggest a role for natural selection in shaping the divergence of P. pacificus populations. In fact, association between putatively neutral genetic variation and environmental variation can be interpreted as evidence of diversifying selection acting over the whole genome [5] . Further, a significant positive partial correlation after removing the effect of geographic distance suggests that genetic divergence is associated with environmental gradients and that natural selection may interact with neutral processes of gene flow and genetic drift [52] [53] [54] [55] [56] . Indeed, recent work has highlighted the importance of non-neutral, deleterious processes operating in the P. pacificus genome [57] . A highly selfing lifestyle, coupled with the influence of periodic out-crossing in creating new genetic assemblages [26] , is thought to have increased the adaptive potential of P. pacificus, which appears to be highly diverse genetically compared to other nematode taxa (e.g. Caenorhabditis elegans [58] ). As such, P. pacificus, with its wide pool of raw genetic material and many opportunities for ecological and environmental specialisation, seems a prime target for adaptive divergence in a setting such as La Réunion Island.
Environmental heterogeneity facilitating adaptive divergence represents an important component of natural populations today, especially in the face of proposed climate changes. By imposing diverse selection pressures across geographic regions, environmental factors can affect genetic structure and distribution as shown here and in [5, 9] , but also host-pathogen interactions [6] , gene flow and local adaption [7, 8, [59] [60] [61] . As such, the environment represents a key role that should be increasingly incorporated into evolutionary studies. Indeed, 'landscape genetics' is an emerging discipline that examines quantitative effects of landscape or climatic variables on gene flow among populations or individuals [7, [12] [13] [14] [15] [16] . Such studies represent a powerful approach for understanding the environment as a proximate cause of evolutionary processes.
In summary, we aimed to explicitly test the hypothesis that genetic structure in P. pacificus is influenced by environmental variables. Working with a large genome-spanning STR dataset and covering a broad geographic range of populations enabled us to evaluate the effects of environmental factors on genetic structure. Specifically, we saw how interactions between genetic diversity, multiple introductions, reproductive mode and isolation by environment are together involved in the response of P. pacificus to local environments. Environmental correlations with neutral genetic markers can help identify opportunities for natural selection (e.g. [59] ), but the mapping of adaptive genetic variation that underlies the phenotypes under selection provides even stronger evidence [e.g. [60] [61] . Future work with P. pacificus in the La Réunion Island setting has the potential to link genomic variation with functional studies to explore the adaptive processes and mechanisms driving present-day population genomic structure in more detail.
